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b standardization of new allergens:
pact criteria for candidate allergens

Cockroach allergen

standardization -  Availability of stable, preferably lyophilized material
L I for use as long-term reference extracts.
preliminary report ;
Z - onsistency of currently marketed product.

i Widespread use as a diagnostic and/or therapeutic
reagent in the U.S.

Number of manufacturers producing the product.

m Potential use in immunotherapy (higher score) or

Jay E. Slater, MD

Labor: a tory Ofi diagnostics (lower score).
Immunobiochemistry Public health impact of correct diagnosis and/or
FDA/CBER/OVRR/DAPP quate treatment.

& cliroaches y is cockroach allergy important?

ifficult to control
ssociated with asthma
® m Several cloned allergens

vase [ - Laboratory eliminary Studies

Obtain multiple lots for study from

Develop/adapt methods for allergen
imanufacturers

determination

Compare allergen content of different

lots

m /f commercial products are highly
consistent, re-consider impact

L commercial products are comparable

“best” material, re-consider impact

. m Characterize and compare extracts

m /dentify target allergens
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Determine consistency of available US
products:

» protein content
» specific allergen content
+ overall allergenicity

m Determine best lot release measures

gC2-Cg and E2-Ca
Previously characterized
Limited skin test data

m Lyophilized; available in large quantities
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bekroach clinical data

pckroach extracts studied

« From all nine allergen extract
manufacturers




piein concentrations (ninhydrin
8thod)

m Protein Assays

* BCA

"« Bradford -

* ninhydrin
mSDS-PAGE
mELISA
m Western Blot

btein concentrations (ninhydrin
hod) of candidate reference extract,

25 mg/mL
30 mg/mL

m Therefore, we scaled up the allergen
levels and relative potencies to the
ference protein concentration

Correlation of protein assays

prrelation of Protein Assays

M Glycerin interferes with the Bradford
Hassay and, to a lesser degree, the BCA
assay (Richman PG, Cissel DS, J Biol

Stand 7988, 16:225-38) S
m Ninhydrin protein concentrations were
used for remainder of analyses




Protein concentrations of the

are lower than the protein

otein assays - conclusions

commercial extracts vary widely, and

concentrations of the references

® Glycerin interferes with the Bradford
and, to a lesser degree, the BCA assay

BER Cockroach References |

£2-Cg, E2-Ca, El-Cgand EI-Ca

Ei-Ce Ei-Ca

Blag2
-
Pera?

Bligl 456
Peru b

Protein Concentrations {me/m)

Bcation of Relevant Al[ergen&

German cockroach

» Biag1 20-25kD - BdS0k
« Blag2 36kD aspartic protease
« Blag4 21kD calycin
« Blags 25kD glutathione transferase
+ Blagé 27kD troponin C
® American cockroach
* Peral 20-25kD Cr-Pll

« Pera3 72-78kD Cr-Pt
Pera7 37kD tropomyosin

cerinated German Cockroach

351D~ Bug2
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10kD

DS vs. urea

B SDS is a detergent - denatures proteins =

“and confers uniform charge density
4+ M urea is a stronger denaturant
* used in addition to SDS in gels




st of the bands above 35 kD

combinant Allergens

BOKD
160kD
15 kD
BED

010
ISk
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American German German  American

SDS-PAGE SDS-PAGE + urea

10k

Blag$  rllag4 whlagl  Blags eBlugd cBlag?

munoblots - monoclonal

a tisera

El-Cg 'E2-Cg El.Cg  E2Cg

anti-Bla g 1 anti-Bla g 2

elative Potency of All Cockroach
Extracts

ific antigen assays

Bla g 1 and Bla g 2 levels measured by
ELISA using monoclonal antibodies

Results normalized for protein content




Bla g I and Bla g 2 Levels in
lycerinated German cockroach

bnclusions

Commercially available cockroach

allergen extracts:

+ vary widely in protein content, Bla g 2
content, SDS-PAGE banding pattern, and
overall allergenicity. .

* appear to be less potent and contain less

Bla g 1 than the candidate reference

extracts
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rrelation of protein

centrations and ELISA results

Protein
concentration

Relative
potency

Bla g 1 levels Bla g 2 levels

ture directions

.

IDE0AL skin testing to identify the best
n vitro potency measure

m Selection of a reference standard

o




